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Basicolly, the procedure in Neurospora involves forming o hetemcoryon behveen +wo complementing mutoots within the same cistmn or opemn with eoch.of the strains carrying a different, unrelated biochemical mutation. Conidia from arch a hetemcaryon ore then treated with on appropriate mutagen, subiected to the filtmtion concentmtion procedure on minimal medium and then plated on minimal medium containing only the growth supplement normally required by the single original complementing motonts. Under these conditions, selection will occur for heterocoryotic conidio containing induced double nwtonts (in either of the two porentol nuclei) which now cannot complement with the original Single porentol type nucleus.
In the studies ot the hist-3 region, two different heterocoryons were used (both mating type A). The first hetemcoryon combined o hist-3A mubnt (M127) carrying on odenine forcing rwtont odd and a hist-3D mutant m234) carrying o niacin forcing mutant n1002).
The second heterocoryon (Ml352) the sane nit-2 strain.
involved the somehirt-3A para the cad-6 mu+ont and a his+-3B nwtont The double mutants were detes their inability to%w on minimal mediumand were extracted from the hetemcoryons either by conidiol plating or by outcrossing.
The second site mutants in the resulting homocoryotic double mutants were then chomcterized by their complementotion pattern with the tester strains hist-3A (Ml27), hist-3B (Ml352)and hist-3D(M234), by the'w mopping pottern with the other hist-3 mutonts, ond by enzymozys for the three reactions in hirtidins biosynthesis controlled by the hist-3 region. By using this procedure, o Iorge number of presumptive double hist-3 mutants were obtained. Many of the double mutants involved lethal mutonts which could not be extracted from the heterocoryons either by ploting or by outcrossing.
Fifteen double mutants were completely chomcterized. Eight double mutonts were recovered in the hist-38 strain. Five of these second site ,pwtytr were noncomp~ementinQ, two were hist-34 mutants, and one was o hist-3D mutant. Seven double mutants were recovered on the hist-3D strain. Six of the secondxtanh were noncorrplementing, and one was o hist-3A nwtont. (Supported by AEC cz AT (30-I )-3098 . ) ---Deportment of Biology, Yale University, New Haven, Cacut 06520.
